In cells the interorganelle communication comprises vesicular and non-vesicular mechanisms. Non-vesicular material transfer predominantly takes place at regions of close organelle apposition termed membrane contact sites and is facilitated by a growing number of specialized proteins. Contacts of the endoplasmic reticulum (ER) and mitochondria are now recognized to be essential for diverse biological processes such as calcium homeostasis, phospholipid biosynthesis, apoptosis, and autophagy. In addition to these universal roles, ER-mitochondria communication serves also cell type-specific functions. In this review, we summarize the current knowledge on ER-mitochondria contacts in cells of the innate immune system, especially in macrophages. We discuss ER-mitochondria communication in the context of macrophage fatty acid metabolism linked to inflammatory and ER stress responses, its roles in apoptotic cell engulfment, activation of the inflammasome, and antiviral defense.
Introduction
Transfer of material between intracellular organelles is an essential biological signaling process of every eukaryotic cell. Interorganelle communication is executed at specialized membrane contact sites through protein-protein and protein-lipid interactions [1, 2] . Among these, the communication between endoplasmic reticulum (ER) and mitochondria is the most extensively studied. It was first shown to take place at biochemically distinct entities termed mitochondria-associated membranes (MAM) [3, 4] , and is mechanistically as well as functionally thoroughly characterized [5, 6] . Mitochondria-ER contacts have overarching roles in regulating cellular calcium homeostasis and phospholipid biosynthesis, and also participate in autophagy, mitochondrial dynamics, apoptosis, and the ER stress responses. In this review, we cover the functional roles of ER-mitochondrial communication in cells of the innate immune system, particularly macrophages and dendritic cells. Our focus is on lipid metabolism, efferocytosis, inflammasome activation, and antiviral responses.
ER Stress Response to Lipid Overload
The ER and mitochondria have multiple functions in lipid metabolism. ER is a biosynthetic hub for most complex lipids and bioactive eicosanoids, a place where nascent lipid droplets are formed for intracellular lipid storage, and plays a central regulatory role to control cellular cholesterol levels. Mitochondria also participate in phospholipid biosynthesis and provide energy for ER biosynthetic processes. Thus, proper functions of both organelles are crucial for lipid homeostasis. ER malfunction manifests as an unfolded protein response (UPR), which is controlled by three ER transmembrane sensors, i.e., inositol requiring enzyme 1 (IRE1), protein kinase RNA-activated (PKR)-like ER kinase (PERK), and activating transcription factor 6 (ATF6) [40] . IRE1 possesses endoribonuclease activity and thus, splices the transcription factor X-box binding protein 1 (XBP1). Together with ATF6, they induce expression of ER chaperones to fold enzymes and proteasome components, restoring ER homeostasis. Activated PERK phosphorylates translation initiation factor 2α (eIF2α), attenuating protein synthesis, while allowing translation of select proteins, including transcription factors ATF4 and C/EBP-homologous protein (CHOP). Whereas induction of ATF4 and CHOP also serves to restore ER homeostasis, excessive UPR may cause apoptosis. Under physiological conditions macrophages efficiently convert fatty acids and cholesterol into triglycerides and cholesteryl esters to store them in lipid droplets. Lipid overload during obesity or in the context of atherosclerotic plaques overwhelms these mechanisms casing increased delivery of saturated fatty acids (SFA) and unesterified cholesterol in the ER. Increasing saturation degree of the ER phospholipids directly activates the UPR effectors PERK and IRE1 [41] . Elevations of ER unesterified cholesterol, on the other hand, inhibit sarcoplasmic/endoplasmic reticulum calcium ATPase, causing disruption of ER Ca 2+ homeostasis and triggering the UPR [42] . SFA elicit inflammatory responses in macrophages [43, 44] , and these effects contribute to the development of insulin resistance and diabetes [45] . Mechanistically, SFA activate c-Jun N-terminal kinase (JNK) and nuclear factor κB (NFκB) signaling cascades [45] [46] [47] , with established links to UPR signaling [48, 49] .
Roles of FAO and Mitochondrial Dynamics in Inflammatory Responses to SFA
Mitochondria regulate macrophage responses to SFA through FAO [37] . Studies from our laboratory showed that FAO attenuates inflammatory and ER stress responses in palmitate-treated THP-1 macrophages and primary human macrophages [50] . Interestingly, disrupting FAO increases palmitate incorporation into phospholipids with a mitochondrial/MAM biosynthetic location, affecting phosphatidylethanolamine and PS, whereas phosphatidylcholine fatty acid composition remained unaffected. Apparently, mitochondrial fatty acid metabolism exerts a metabolic control on ER phospholipid homeostasis, the molecular details of which remain to be investigated. It is also unclear whether altering ER-mitochondrial tethering affects fatty acid incorporation into phospholipids under conditions of fatty acid overload. It should be noted that in myeloid-specific carnitine palmitoyl transferase 2 knockout mice FAO only marginally contributed to obesity-related adipose tissue inflammation [51] . This questions the in vivo significance of macrophage FAO for lipid overload-related inflammation.
Recently, we established a connection between fatty acid metabolism and mitochondrial dynamics [52] . Fatty acids induced mitochondrial fragmentation in primary human macrophages, independently of their chain length and degree of saturation. Decreasing fragmentation aggravated inflammatory responses to SFA, probably by increasing mitochondrial reactive oxygen species (mROS) [53] . Whether fatty acid-induced mitochondrial fragmentation affects ER-mitochondrial communication in macrophages, such as Ca 2+ fluxes, remains unexplored. Interestingly, whereas mitochondrial ROS production showed little effect on SFA-induced inflammatory signaling under standard cell culture conditions, it increased palmitate-induced inflammation by enhancing JNK activity under hypoxia, which may be of relevance for obese conditions [53] .
ER-Mitochondrial Contacts Modulate Lipid Overload-Induced ER and Inflammation
JNK activation by SFA may involve Src tyrosine kinase translocation to intracellular lipid raft-like structures [54] , where Src promotes activation of mixed-lineage protein kinase 3, the upstream kinase of the JNK signaling cascade [55] . Notably, MAM are enriched in cholesterol and sphingolipids as compared to bulk ER and may provide platforms for Src family kinase (SFK) activation. Several SFK are prominently expressed in myeloid cells, and although only Src was investigated in the context of obesity, other SFK were linked to inflammatory responses in macrophages. Interestingly, SFK Fgr was recently shown to activate mitochondrial complex II during bacterial infection, which contributed to antibacterial defenses [56] . While these findings highlight the significance of mitochondrial location of SFK for inflammatory signaling, the factors regulating SFK organelle targeting and whether it is controlled by altering ER-mitochondria contact sites awaits investigation.
Studies in non-immune cellular systems suggested that MAM integrity controls lipid overload-triggered UPR, contributing to the development of insulin resistance in various organs [57] . Proteins involved in the UPR, such as Bip/Grp78, IRE1, and PERK reside in MAM fractions [18, [58] [59] [60] . Disrupting MAM through silencing of Grp75, Mfn2, or inhibiting cyclophilin D increased expression of ER stress markers in hepatoma cells and contributed to the development of hepatic insulin resistance under conditions of SFA overload [61] . However, another study showed that tightening ER-mitochondrial contacts in the liver caused ER stress and steatosis, suggesting that mitochondrial Ca 2+ overload, through enhanced ER-mitochondrial coupling, caused mitochondrial dysfunction with consequent stress responses [62] . Thus, the exact role of ER-mitochondrial communication in hepatic metabolism remains unresolved.
Several studies explored the impact of Mfn2 on ER stress responses. Mfn2 ablation in the liver and skeletal muscle increased ER stress markers and promoted hyperlipidemia-induced insulin resistance [63] . While specific contributions of Mfn2-dependent ER-mitochondrial tethering versus mitochondrial fusion were not addressed in that study, later findings suggested that Mfn2 interacts with PERK, repressing its activity, providing a mechanistic explanation for enhanced ER stress in Mfn2-deficient cells [64] . More recent work proposed a direct influence of Mfn2 on hepatic phospholipid homeostasis [65] . Mfn2 was shown to directly bind PS and to contribute to ER to mitochondria PS transfer for mitochondrial PS decarboxylation. This function of Mfn2 was necessary for ER phospholipid homeostasis, and liver Mfn2 ablation caused ER stress and inflammatory responses dependent on disruption of phospholipid biosynthesis. Considering these findings it may be suggested that ER-mitochondrial phospholipid and calcium transfer have opposing impacts during lipid overload-induced stress responses, explaining contradicting outcomes of manipulating ER-mitochondrial communication [61, 62] .
Macrophage lipid overload and an associated ER stress response are key pathologic features of atherosclerosis [66] . Advanced atherosclerotic plaques are characterized by necrotic cores, which mostly consist of dead, lipid-loaded macrophages. Cell death of macrophages by cholesterol overload involved the ER stress response, in particular its PERK-ATF4-CHOP branch [67] . One of the effectors of CHOP is ER oxidoreductin 1, with the further information that its increased expression resulted in oxidative hyper-activation of IP3R [68] . This in turn drove a cytosolic Ca 2+ increase and activation of Ca 2+ /calmodulin-dependent protein kinase IIγ (CAMKIIγ), which promoted both extrinsic (Fas induction) and mitochondrial (cytochrome c release) branches of apoptosis [69] . In this model of ER-stress-triggered apoptosis mitochondrial depolarization and cytochrome c release were preceded by a mitochondrial Ca 2+ overload. These alterations were also CAMKIIγ-dependent [69] and preventing mitochondrial Ca 2+ uptake attenuated apoptosis. Furthermore, ER stress caused mitochondrial translocation of CAMKIIγ. Effects of disrupting ER-mitochondrial contacts were not specifically studied in this model and may result in ambivalent effects by either diverting IP3R-dependent Ca 2+ flux to CAMKIIγ, or preventing mitochondrial Ca 2+ overload. Since mROS may positively regulate CAMKIIγ through oxidation [69] , attenuating mitochondrial Ca 2+ accumulation and mROS generation may have a beneficial effect on the ER-stress-driven mitochondrial apoptotic pathways through reduced CAMKIIγ activity.
Collectively, accumulating literature suggests important contribution of ER, mitochondria, and their communication to shaping inflammatory and stress responses to lipid overload in macrophages. (mechanisms summarized in Figure 1 ). This adds to the growing evidence for disturbances of ER-mitochondrial contacts in the liver or skeletal muscle being crucial during development of insulin resistance and diabetes [61, 62, 70, 71] . Still, there remains a substantial controversy towards the pathophysiological impact of tightening versus loosening of ER-mitochondrial interface, which needs to be resolved in future experiments [57] . Considering the relevance of ER-mitochondrial communication for the development of atherosclerosis, functional consequences of disrupting ER-mitochondrial contact sites on various aspects of the disease await evidence from in vivo models, such as tissue-specific knockouts of Mfn2. during lipid overload-induced stress responses, explaining contradicting outcomes of manipulating ER-mitochondrial communication [61, 62] . Macrophage lipid overload and an associated ER stress response are key pathologic features of atherosclerosis [66] . Advanced atherosclerotic plaques are characterized by necrotic cores, which mostly consist of dead, lipid-loaded macrophages. Cell death of macrophages by cholesterol overload involved the ER stress response, in particular its PERK-ATF4-CHOP branch [67] . One of the effectors of CHOP is ER oxidoreductin 1, with the further information that its increased expression resulted in oxidative hyper-activation of IP3R [68] . This in turn drove a cytosolic Ca 2+ increase and activation of Ca 2+ /calmodulin-dependent protein kinase IIγ (CAMKIIγ), which promoted both extrinsic (Fas induction) and mitochondrial (cytochrome c release) branches of apoptosis [69] . In this model of ERstress-triggered apoptosis mitochondrial depolarization and cytochrome c release were preceded by a mitochondrial Ca 2+ overload. These alterations were also CAMKIIγ-dependent [69] and preventing mitochondrial Ca 2+ uptake attenuated apoptosis. Furthermore, ER stress caused mitochondrial translocation of CAMKIIγ. Effects of disrupting ER-mitochondrial contacts were not specifically studied in this model and may result in ambivalent effects by either diverting IP3R-dependent Ca 2+ flux to CAMKIIγ, or preventing mitochondrial Ca 2+ overload. Since mROS may positively regulate CAMKIIγ through oxidation [69] , attenuating mitochondrial Ca 2+ accumulation and mROS generation may have a beneficial effect on the ER-stress-driven mitochondrial apoptotic pathways through reduced CAMKIIγ activity.
Collectively, accumulating literature suggests important contribution of ER, mitochondria, and their communication to shaping inflammatory and stress responses to lipid overload in macrophages. (mechanisms summarized in Figure 1 ). This adds to the growing evidence for disturbances of ERmitochondrial contacts in the liver or skeletal muscle being crucial during development of insulin resistance and diabetes [61, 62, 70, 71] . Still, there remains a substantial controversy towards the pathophysiological impact of tightening versus loosening of ER-mitochondrial interface, which needs to be resolved in future experiments [57] . Considering the relevance of ER-mitochondrial communication for the development of atherosclerosis, functional consequences of disrupting ERmitochondrial contact sites on various aspects of the disease await evidence from in vivo models, such as tissue-specific knockouts of Mfn2. of free cholesterol in the ER induce ER stress response mediated by activating transcription factor 6 (ATF6), protein kinase RNA-activated (PKR)-like ER kinase (PERK) and inositol requiring enzyme 1 (IRE1) sensor proteins. Concomitantly, SFA undergo fatty acid β-oxidation (FAO), which attenuates SFA incorporation into phosphatidylserine (PS) and phosphatidylethanolamine (PE) and dampens ER stress. Furthermore, fatty acids induce Drp1-dependent mitochondrial fragmentation, which attenuates mitochondrial ROS formation and activation of pro-inflammatory c-Jun N-terminal kinase (JNK) signaling. ER stress also provokes inositol triphosphate receptors (IP3R) activation and mitochondrial Ca 2+ overload. Under ER stress conditions, Ca 2+ /calmodulin-dependent protein kinase IIγ (CAMKIIγ) may translocate to mitochondria and undergo Ca 2+ -and ROS-dependent activation, promoting apoptosis. CPT: Carnitine palmitoyltransferase; PA: Phosphatidic acid; PSS: Phosphatidylserine synthase; PSD: Phosphatidylserine decarboxylase.
ER-Mitochondria Contacts in Efferocytosis
A prominent feature of macrophages is their ability to engulf and dispose of apoptotic cells (efferocytosis). Although most eukaryotic cells are engaged in efferocytosis, macrophages are particularly well suited for this process, able to rapidly engulf multiple apoptotic cells at once [72] . Efferocytosis allows an immunologically silent disposal of apoptotic cells, and macrophages dampen their inflammatory repertoire upon apoptotic cell clearance. Several recent studies documented metabolic rearrangements upon efferocytosis, which included alterations of mitochondrial metabolism. Thus, efferocytic macrophages increased fatty acid oxidation, which may facilitate anti-inflammatory cytokine, e.g. interleukin (IL)-10 production [73] . At the same time, efferocytosis increased aerobic glycolysis [74] , promoting the uptake of multiple apoptotic bodies and fostering an anti-inflammatory environment through enhanced lactate release. A recent study [75] showed unexpected roles of mitochondrial dynamics and mitochondrial calcium in efferocytosis. Macrophages taking up apoptotic cells enhanced mitochondrial fragmentation, which was Drp1 dependent. Mitochondrial fragmentation prevented mitochondrial Ca 2+ sequestration and thus, increased cytoplasmic Ca 2+ , which was necessary for efferocytic activity. Drp1 deficiency increased mitochondrial Ca 2+ , but decreased cytosolic Ca 2+ , thereby impairing efferocytosis. Silencing of MCU reversed these changes. Whether altering ER-mitochondria contacts and thus, Ca 2+ transfer from the ER to mitochondria, affects efferocytosis remains unresolved. Efferocytosis is also dependent on mitochondrial membrane potential (∆Ψ m ), with low ∆Ψ m induced by uncoupling protein 2 promoting apoptotic cell engulfment [76] . Exact mechanisms of this effect are unclear, and whether it relates to mitochondrial fragmentation needs to be proven.
Recently, an interesting connection between lysosomal degradation of ingested material and mitochondrial lipid metabolism became apparent [77] . Inhibiting lysosomal acid lipase (LIPA) in macrophages engulfing apoptotic cells reduced oxidative phosphorylation, while increasing ∆Ψ m and generating mROS. LIPA inhibition caused NOD-like receptor protein 3 (NLRP3) inflammasome activation, which was sensitive to IP3R inhibition. Surprisingly, LIPA inhibition also decreased mitochondrial-ER contacts as assessed by transmission electron microscopy and diminished mitochondrial Ca 2+ . Overexpression of the ER chaperone Grp78 reversed the loss of mitochondrial Ca 2+ and attenuated IL-1β secretion. Blocking LIPA also prevented formation of 25-hydroxycholesterol (25-OHC) in efferocytic macrophages. Addition of 25-OHC increased mitochondrial respiration, increased mitochondrial Ca 2+ , and prevented NLRP3 activation in LIPA-inhibitor-treated efferocytes, suggesting an unexpected link between ER cholesterol metabolism and mitochondrial activity in efferocytes. The mechanistic basis for this effect remains to be clarified. Impaired efferocytosis causes the development of autoimmune diseases, and is thought to contribute to necrotic core formation in advanced atherosclerotic lesions [78] . CAMKIIγ, in addition to promoting apoptosis of ER-stressed macrophages, negatively influenced efferocytosis [79] . CAMKIIγ-deficient macrophages expressed more liver X receptor α (LXRα) and its target Mer tyrosine kinase, increasing adherence and uptake of apoptotic cells. Interestingly, this increase was mediated by increased expression and activity of the UPR effector ATF6α in CAMKIIγ-deficient macrophages. Thus, under ER stress CAMKIIγ may shift the balance of UPR effector activation towards PERK and IRE1 branches, attenuating efferocytic capabilities of macrophages.
ER-Mitochondria in Inflammasome

General Mechanism of NLRP3 Inflammasome Activation
Inflammasomes are multimolecular complexes, which transduce signals sensed by specific cytosolic proteins of the NLRP family into proteolytic activation of caspase-1 and -11. This results in cleavage and secretion of cytokines IL-1β, -1α, and -18 [80, 81] . Also, caspase-1/-11-mediated cleavage of the cytosolic protein gasdermin D generates a N-terminal proteolytic fragment capable of creating pores in the plasma membrane thus, initiating pyroptotic cell death [82] . Among the inflammasome-activating sensors, NLRP3 is the most promiscuous, being activated under a variety of conditions, including disruption of ion fluxes, lysosomal membrane damage, and bacterial or viral infection. Exact mechanisms of NLRP3 activation are still not fully resolved, but generally involve a priming step through toll-like receptor (TLR) activation, increasing expression of pro-IL1β and NLRP3. Separate mechanisms in turn trigger assembly of multimeric complexes consisting of oligomers of NLRP3, adaptor protein apoptosis-associated speck-like protein containing a CARD (ASC), and caspase-1. Early on, ROS and K + efflux were implicated in NLRP3 inflammasome activation [83, 84] . The source of ROS activating NLRP3 was postulated to be mitochondria [85] . It is mechanistically still not exactly clear how mROS promotes NLRP3 activation, as their involvement is not universal to all NLRP3-activating stimuli [86] . mROS can contribute to inflammasome activation through oxidation and the cytosolic appearance of mtDNA [87] . ROS were also implicated in the inflammasome priming step [88] and IL-1β transcriptional activation [89] . On the other hand, K + efflux is now accepted as the most general driver of inflammasome activation [80, 86] .
Mitochondria as Platforms for NLRP3 Inflammasome Assembly
In addition to their role in mROS generation, mitochondria are postulated as platforms for the recruitment of NLRP3 and subsequent inflammasome assembly. Cardiolipin, a major phospholipid of the mitochondrial inner membrane, directly bound NLRP3 and promoted caspase-1 activation when added to lipopolysaccharide (LPS)-primed, J774 macrophage lysates [90] . Interfering with cardiolipin biosynthesis attenuated NLRP3 mitochondrial translocation and IL-1β secretion in response to ATP or silica. How cardiolipin translocates from the inner to outer mitochondrial membrane (OMM) during inflammasome activation remained unclear. Further investigations showed that NLRP3 and caspase-1 mitochondrial translocation occurred during the priming step [91] , whereas caspase-1 mitochondrial translocation happened independently of NLRP3, but also involved binding to cardiolipin at the OMM. Both NLRP3 mitochondrial recruitment and cardiolipin OMM translocation occurred in a ROS-dependent fashion. The activating step may then promote K + efflux and Ca 2+ -dependent recruitment of ASC to mitochondrial NLRP3.
A mitochondrial adaptor protein involved in innate immune responses to RNA viruses (see next section) mitochondrial antiviral-signaling protein (MAVS) mediated mitochondrial recruitment and activation of NLRP3 by canonical inflammasome stimuli, e.g. ATP and nigericin [92] , or during viral infection [93] [94] [95] . Subsequent studies, however, failed to observe MAVS-dependency of NLRP3 activation by ATP or nigericin [93, 96, 97] , restricting its role to viral infection-associated inflammasome activation. An indirect role of MAVS in NLRP3 inflammasome activation by viral dsRNA became apparent [96] , thereby viral infection triggered MAVS-dependent plasma membrane permeabilization driving K + efflux and NLRP3 activation.
ER-Mitochondrial Contacts Regulate NLRP3 Inflammasome
ER-mitochondrial contact sites were first suggested to provide platforms for NLRP3 inflammasome assembly in a study linking mROS to inflammasome activation [85] . Whereas NLRP3 showed cytosolic as well as partial ER localization in unstimulated THP-1 macrophages, it relocated together with ASC to MAM in response to the inflammasome activators nigericin, alum, or monosodium urate (MSU). Whether modulating the contacts between ER and mitochondria affects NLRP3 translocation and activation was, however, not tested in this study.
Ca 2+ transfer from the ER to mitochondria was suggested to contribute to inflammasome activation by stimuli such as ATP, nigericin, or MSU [98] . Inhibitors of phospholipase C, store-operated calcium entry, or IP3R prevented not only a cytosolic Ca 2+ increase and IL-1β secretion, but also mROS generation, the loss of ∆Ψ m , and mtDNA release into the cytosol, indicating that mitochondrial Ca 2+ overload is a critical event to promote mitochondrial damage and mROS generation. Ca 2+ entry was shown to be downstream of K + efflux in ATP-stimulated cells. While this study did not specifically questioned whether mitochondrial Ca 2+ entry is critical for the NLRP3 activation, MCU-mediated mitochondrial Ca 2+ overload accompanied by mitochondrial NLRP3 translocation was shown to drive inflammasome activation by the complement membrane attack complex [99] . Whether this generally applies to canonical NLRP3-activating stimuli requires further investigation. At least in case of macrophages engulfing apoptotic cells NLRP3 activation was accompanied by decreased mitochondrial Ca 2+ , while being sensitive to IP3R inhibition, suggesting a cytosolic rather than mitochondrial Ca 2+ -involvement [77] . Whether these observations are specific to efferocytic macrophages remains to be established.
A study of NLRP3 inflammasome activation during RNA virus infection showed the importance of Mfn2 in this process [100] . Whereas RNA virus-triggered inflammasome did not require mROS, it was abolished in mtDNA-depleted macrophages, and attenuated by Mfn2 deficiency. Virus infection triggered the association of NLRP3 with Mfn1 and Mfn2 in LPS-primed BMDM in a ∆Ψ m -dependent fashion. The authors proposed formation of a MAVS-Mfn2-NLRP3 ternary complex as a platform for inflammasome assembly. The role of Mfn2 as an ER-mitochondrial tether was not specifically addressed in this study, nor was the specificity of Mfn2 versus Mfn1 in inflammasome regulation investigated. Another mechanism how mitochondrial-ER contacts support inflammasome activation was suggested by Misawa et al. [101] . Inflammasome activators promoted the close interaction of mitochondrial ASC and ER-resident NLRP3 as proven by confocal microscopy and proximity ligation assays. Mechanistically, NLRP3 activators triggered tubulin acetylation, driven by deactivation of sirtuin 2 (SIRT2), a protein deacetylase, as a consequence of mitochondrial dysfunction and NAD + loss. Acetylated tubulin promoted the dynein-driven approximation of ASC and NLRP3 in NLRP3-activator-treated macrophages. The locations of NLRP3 and ASC reported in this study for unstimulated macrophages unfortunately are not observed by others, which predominantly show cytosolic and nuclear ASC locations [81] .
Mitophagy Dampens NLRP3 Inflammasome Activation
Safe elimination of damaged mitochondria is carried out by the organelle encirclement in autophagosomes, followed by their degradation in autolysosomes in a process known as mitophagy [102] . Several studies linked defective mitophagy to NLRP3 inflammasome activation in macrophages. Thus, SFA were reported to suppress the activity of mitophagy-activating AMP-activated protein kinase, which contributed to increased NLRP3 activity in cells exposed to SFA and LPS [103] . Attenuating mitophagy may promote NLRP3 activity through accumulation of mROS-producing mitochondria [85] . It was also reported to stimulate mROS-and NLRP3-dependent release of mtDNA, which then activated caspase-1 [104] . Furthermore, deletion of parkin, a ubiquitin E3 ligase central for mitophagy, increased NLRP3 inflammasome activity in macrophages and microglia cells [105, 106] . Regarding the relation of ER-mitochondrial communication to mitophagy, conflicting data exist in the literature. ER-mitochondrial contact sites were suggested be the places of autophagosome formation during starvation-induced autophagy [32] . Although analysis of co-localization of fluorescent ER and mitochondrial apposition was destroyed during mitophagy through parkin-dependent phosphoubiquitination of Mfn2 [108] . Conversely, enhanced ER-mitochondrial contacts were observed in parkin-deficient fibroblasts [109] . Whereas these data provided convincing evidence for the negative role of ER-mitochondrial tethering in the context of parkin-dependent mitophagy, it remains to be clarified whether disrupting ER-mitochondrial communication attenuates mitophagy under inflammasome-activating conditions in innate immune cells. This is particularly relevant for the nervous system, considering many links between ER-mitochondrial communication and neurodegenerative disease as well as neuroinflammatory disease [110] .
As mentioned above, ER-mitochondrial communication may shape ER stress responses. ER stressors were shown to activate the NLRP3 inflammasome in THP-1 cells and primary human and murine macrophages. This required K + efflux and ROS, but was independent of primary UPR effectors PERK, IRE1α, and ATF6 [111] . Whereas previous work suggested an indirect role of the UPR effector IRE1α in NLRP3 activation by ER stressors through microRNA miR-17 [112] , more recent work suggested pathways linking ER stress and inflammasome to involve IRE1α-driven mitochondrial recruitment of NLRP3 [113] . The IRE1α branch of the ER stress response was also proposed to be involved in palmitate-induced NLRP3 inflammasome activation [114] . Whether ERmitochondrial communication, in particular, ER-mitochondria Ca 2+ transfer, influences ER stresstriggered NLRP3 inflammasome remains the topic of future investigation. We summarize the roles of ER and mitochondria in NLRP3 inflammasome regulation in Figure 2 . Figure 2 . ER-mitochondrial communication in NOD-like receptor protein 3 (NLRP3) inflammasome regulation. NLRP3 inflammasome activation requires two signals; a priming signal (e.g. toll-like receptor (TLR) activation) induces the expression of pro-IL-1β and NLRP3, which occurs in a mROSdependent manner. Priming signals also induce mROS-dependent cardiolipin translocation to the outer mitochondrial membrane (OMM), where it recruits NLRP3 and caspase-1. An activation signal via e.g. P2X7 receptor ligation promotes K + efflux, mitochondrial Ca 2+ increase, mROS elevation and release of oxidized mitochondrial DNA (mtDNA). These events contribute to the recruitment of ASC to NLRP3 and caspase-1 and formation of the activated oligomeric inflammasome complex, which Figure 2 . ER-mitochondrial communication in NOD-like receptor protein 3 (NLRP3) inflammasome regulation. NLRP3 inflammasome activation requires two signals; a priming signal (e.g. toll-like receptor (TLR) activation) induces the expression of pro-IL-1β and NLRP3, which occurs in a mROS-dependent manner. Priming signals also induce mROS-dependent cardiolipin translocation to the outer mitochondrial membrane (OMM), where it recruits NLRP3 and caspase-1. An activation signal via e.g., P2X7 receptor ligation promotes K + efflux, mitochondrial Ca 2+ increase, mROS elevation and release of oxidized mitochondrial DNA (mtDNA). These events contribute to the recruitment of ASC to NLRP3 and caspase-1 and formation of the activated oligomeric inflammasome complex, which cleaves and activates caspase-1, followed by the subsequent cleavage and secretion of interleukin (IL)-1β. Mitochondria-associated membranes (MAM) provide the platform for inflammasome assembly, which may be facilitated by the interaction of NLRP3, mitochondrial antiviral-signaling protein (MAVS) and mitofusin 2 (Mfn2). Movements of mitochondria and ER, driven by a loss of NAD + , SIRT2 inactivation, and tubulin acetylation may also facilitate apposition of NLRP3 and ASC. ER stress activates the NLRP3 inflammasome through IRE1α. Mitophagy may eliminate mROS-producing mitochondria and thus, dampen NLRP3 inflammasome activation.
ER-Mitochondria Contacts and Antiviral Responses
Mechanisms of Cellular RNA Sensing
Immune sensing of viral RNA and DNA is achieved by several TLR-proteins (TLR3, TLR7, TLR8, and TLR9), retinoic acid inducible gene I (RIG-I)-like receptor (RLR), and melanoma differentiation antigen 5 (MDA5) double-stranded RNA (dsRNA) sensor proteins, as well as by the cyclic GMP-AMP (cGAMP) synthase (cGAS)-stimulator of interferon genes (STING) pathway. Whereas TLR recognize nucleic acids in endolysosomes, RIG-I and MDA5 sense cytosolic dsRNA. Upon binding dsRNA, RIG-I, and MDA5 undergo conformational rearrangements, ubiquitination, and oligomerization, thereby allowing their interaction with the adaptor protein MAVS [115] [116] [117] . MAVS oligomerization and formation of prion-like structures [118] builds platforms for activation of interferon regulatory factor 3 (IRF3), IRF7, and NFκB transcription factors. MAVS localize to mitochondrial [119] as well as peroxisomal [120] membranes. Some viruses, such as hepatitis C virus (HCV), provoke MAVS mislocalization to attenuate antiviral signaling. Thus, the HCV protease NS3A-4A complex cleaves MAVS, releasing it into the cytosol and inhibiting RIG-I-mediated signaling [121, 122] .
ER and Mitochondria Control MAVS-Dependent RNA Sensing Mechanisms
The role of ER-mitochondrial communication in RIG-MAVS sensing of RNA viruses was proposed in 2011 [123] . Using confocal microscopy and biochemical fractionation in HuH7 hepatoma cells, authors showed localization of MAVS in MAM together with typical MAM proteins such as acyl-CoA synthetase long chain family member 4, calnexin, or Mfn2. Interestingly, the authors suggested that MAM, but not mitochondria were sites of MAVS cleavage by NS3A-4A. Upon viral infection RIG-I accumulated in the MAM fraction. It was shown that Mfn2, but not Mfn1 knockdown, decreased co-localization of MAVS with mitochondria, while enhancing co-localization of MAVS with peroxisomes. Mfn2 silencing also enhanced virus-triggered phosphorylation of IRF3 and interferon target gene induction, whereas Mfn1 knockdown had an opposite effect. MAM targeting and MAVS interaction was recently suggested to be the mechanism how geranylgeranylated and palmitoylated GTPase Rac1 attenuates antiviral signaling [124] . Furthermore, an ER-and MAM-resident ubiquitin ligase gp78 was shown to interact with MAVS and promote its ubiquitination and degradation, attenuating antiviral responses [125] . A link between mitochondrial Ca 2+ and RLR signaling was recently suggested, showing interactions of MAVS with MCU [126] . ER stress potentiated IRF3 phosphorylation and IFNβ induction in poly(I:C) treated HeLa cells in a manner dependent on MAVS and MCU as well as ROS.
The impact of mitofusins on MAVS-mediated viral sensing was addressed in the following studies. Overexpression of Mfn2 interfered with MAVS activation by viruses through locking MAVS in a non-productive state [127] . Conversely, Mfn2 silencing enhanced IFNβ production and IRF3 activation upon viral infection. Mfn2 was shown to directly interact with a C-terminal region of MAVS through its central hydrophobic region, suggesting that Mfn2-MAVS interaction is independent of Mfn2 functions in ER-mitochondrial tethering or mitochondrial fusion. Whereas this study found no evidence of Mfn1 involvement in MAVS signaling, others reported a role of mitochondrial dynamics in regulating RLR activity [128] . HeLa cells exposed to replication-deficient Sendai virus H4 strain or poly(I:C) showed mitochondrial elongation. Reducing mitochondrial fusion dampened activation of NFκB and IRF3 by the virus in luciferase reporter assays, whereas the opposite was observed after knocking down pro-fission proteins Drp1 and Fis1. This report also showed MAVS co-immunoprecipitation with Mfn1, but not with Mfn2, as well as alterations of ER morphology ("de-reticulation") causing increased mitochondrial-ER co-localization upon viral infection. Yet another study suggested Mfn1 to support re-distribution of MAVS to the OMM to speckle-like aggregates, which may relate to the formation of prion-like structures [129] . On the other hand, a recent super-resolution microscopy study did not observe MAVS redistribution upon activation, whereas MAVS-dependent fragmentation and perinuclear accumulation of mitochondria was noticed [130] . It should be pointed out that the effect of viral infection on mitochondrial morphology may be dependent on replication competence [128] . MAVS signaling also requires intact ∆Ψ m [131] and it was suggested that this underlined the defect of antiviral signaling in MEFs deficient for both Mfn1 and Mfn2. The viruses dampened anti-viral responses through various mechanisms, some of them targeting MAM (reviewed in [132] ).
In summary, depending on the type of the viral stimulus, the proteins mitofusins may impact RLR signaling both through their functions as ER-mitochondrial tethers as well as promotors of mitochondrial fusion. Further efforts are needed to clarify whether modulating the architecture of ER-mitochondrial contacts or altering ER to mitochondria Ca 2+ and lipid transfer impacts viral RNA sensing. It should also be noted that most of the gathered information regarding roles of mitochondria and MAM in RLR signaling comes from data generated in non-phagocytic, mostly cancer cells. It remains to be clarified whether the mechanisms established for cancer cell lines are also operating in professional immune cells.
ER-Mitochondrial Regulation of Cytosolic DNA Sensing
Innate immune sensing of cytosolic DNA operates predominantly through the cGAS-STING pathway [133] . STING is an ER-resident protein, which can be activated by bacterial cyclic dinucleotides or by cGAMP dinucleotide, a product of the enzyme cGAS. Upon cGAMP binding, STING undergoes conformational rearrangement, ubiquitination, binds to and gets phosphorylated by TANK-binding kinase 1 (TBK1). This complex translocates through the Golgi to perinuclear regions, where TBK1 activates IRF3 and NFκB pathways. In an initial report on STING, interactions of STING with MAVS and RIG-I were reported [134] . This interaction was documented in another early report [135] . However, this study suggested a mitochondrial location of STING, which was not confirmed later on. Subcellular fractionation showed STING to be partly present in the MAM fraction in unstimulated MEFs [136] . However, the importance of STING-MAVS interactions for antiviral responses is unclear. Recent findings suggest that STING may affect replication of RNA viruses independently of MAVS, whereas IFN-response to RNA viruses is unaffected by STING deficiency [137] . Whether the central mechanism of cGAMP sensing and response by STING is modulated by interactions with MAVS or ER-mitochondrial communication in general remains to be clarified.
Apart from responding to bacterial or viral DNA, the cGAS-STING pathway senses nuclear and mitochondrial DNA damage [138] . Sensing mitochondrial damage by the cGAS-STING pathway involved cGAS translocation to mtDNA nucleoids, although mechanisms of translocation remains unclear [139] . The pathophysiological relevance of cGAS-STING sensing of endogenous mitochondrial damage and cytosolic mtDNA release is highlighted by observations of STING-dependent inflammation under stress conditions in mouse models of parkin and PTEN-induced kinase 1 deficiency, characterized by dysfunctional mitophagy [140] . The cell type primarily involved in sensing of mtDNA remains to be identified. We summarized roles of the ER and mitochondria in cellular responses to cytosolic nucleic acids in Figure 3 . Communication of ER and mitochondrial in sensing cytosolic nucleic acids. The response to RNA viruses is orchestrated by the sensor retinoic acid inducible gene I (RIG-I), which upon dsRNA recognition translocates to mitochondria-and the MAM-located adaptor MAVS to activate the interferon regulatory factor 3 (IRF3) transcription factor. MAVS may be negatively regulated by their interaction with Mfn2 and Gp78. Sensing of cytosolic DNA involves activation of the cyclic GMP-AMP (cGAMP) synthase (cGAS)-stimulator of interferon genes (STING) cascade, whereas activated STING translocates from the ER to Golgi to activate IRF3. The cross-talk between DNA and RNA sensing may involve direct interaction of STING and MAVS. cGAS may also sense mtDNA following mitochondrial damage by translocating to mitochondria.
Concluding Remarks
Recent years considerably advanced our understanding of molecular events governing crucial immune reactions, such as antiviral responses or bacterial pathogen recognition. Mitochondria and the ER make significant contribution to anti-viral and anti-bacterial signaling. Although we appreciate the importance of the ER-mitochondrial communication for cellular metabolism and signaling, its specific contribution to immune responses was rarely addressed. This is obvious considering the paucity of the studies directly addressing the impact of disturbed ER-mitochondrial tethering on processes affecting the innate immune system. Most information so far comes from studies using non-classical immune cells (Table 1) . Still, recent data gathered in macrophages highlight phenomena with potential contributions of ER-mitochondrial tethering ( Table 2) , which need to be addressed in future studies. Furthermore, with an ever-growing list of proteins mediating tethering of ER to mitochondria and cargo transfer between these two organelles, the specific functions of these proteins in shaping innate immune responses remain to be elucidated. For example, the contribution of ER-mitochondria communication to efferocytosis or antigen presentation still has to be addressed. Last, we know very little about the roles of ER and mitochondria in neutrophils or in less abundant innate immune cell types, such as mast cells, eosinophils, or natural killer cells. The significance of ER-mitochondrial contacts will surely expand and embrace many new immunological aspects in the future. Communication of ER and mitochondrial in sensing cytosolic nucleic acids. The response to RNA viruses is orchestrated by the sensor retinoic acid inducible gene I (RIG-I), which upon dsRNA recognition translocates to mitochondria-and the MAM-located adaptor MAVS to activate the interferon regulatory factor 3 (IRF3) transcription factor. MAVS may be negatively regulated by their interaction with Mfn2 and Gp78. Sensing of cytosolic DNA involves activation of the cyclic GMP-AMP (cGAMP) synthase (cGAS)-stimulator of interferon genes (STING) cascade, whereas activated STING translocates from the ER to Golgi to activate IRF3. The cross-talk between DNA and RNA sensing may involve direct interaction of STING and MAVS. cGAS may also sense mtDNA following mitochondrial damage by translocating to mitochondria.
Recent years considerably advanced our understanding of molecular events governing crucial immune reactions, such as antiviral responses or bacterial pathogen recognition. Mitochondria and the ER make significant contribution to anti-viral and anti-bacterial signaling. Although we appreciate the importance of the ER-mitochondrial communication for cellular metabolism and signaling, its specific contribution to immune responses was rarely addressed. This is obvious considering the paucity of the studies directly addressing the impact of disturbed ER-mitochondrial tethering on processes affecting the innate immune system. Most information so far comes from studies using non-classical immune cells (Table 1) . Still, recent data gathered in macrophages highlight phenomena with potential contributions of ER-mitochondrial tethering ( Table 2) , which need to be addressed in future studies. Furthermore, with an ever-growing list of proteins mediating tethering of ER to mitochondria and cargo transfer between these two organelles, the specific functions of these proteins in shaping innate immune responses remain to be elucidated. For example, the contribution of ER-mitochondria communication to efferocytosis or antigen presentation still has to be addressed. Last, we know very little about the roles of ER and mitochondria in neutrophils or in less abundant innate immune cell types, such as mast cells, eosinophils, or natural killer cells. The significance of ER-mitochondrial contacts will surely expand and embrace many new immunological aspects in the future. 
